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Abstract. MicroRNA (miR)‑671‑5p serves as a tumor 
suppressor in several types of cancer, including gastric 
and breast cancer. However, the function of miR‑671‑5p in 
non‑small cell lung cancer (NSCLC) has not been described 
in detail. The present study aimed to investigate the role of 
miR‑671‑5p in NSCLC. The expression levels of miR‑671‑5p 
were determined in NSCLC tissue samples and cell lines 
using reverse transcription‑quantitative PCR. Prediction of 
miR‑671‑5p targets was performed using the TargetScan 
database and verified by luciferase reporter assay and western 
blot analysis. Functional experiments, including Cell Counting 
Kit‑8, wound healing and Transwell assays, were performed in 
NSCLC cells. The results of the present study demonstrated 
that lower expression levels of miR‑671‑5p were observed 
in NSCLC tissues and cell lines compared with those in the 
corresponding controls. Low miR‑671‑5p levels were signifi‑
cantly associated with an advanced Tumor‑Node‑Metastasis 
stage and lymph node metastasis in patients with NSCLC. 
Microfibril‑associated protein  3‑like  (MFAP3L) was 
confirmed to be a direct target of miR‑671‑5p. The prolif‑
erative, migratory and invasive abilities of NSCLC cells were 
suppressed following transfection with miR‑671‑5p mimics 
and promoted by the miR‑671‑5p inhibitor compared with 
those in the respective control groups. In addition, the effects 
of miR‑671‑5p on cell proliferation, migration and invasion, 
as well as the expression levels of proliferating cell nuclear 
antigen, E‑cadherin, N‑cadherin and vimentin were reversed 
by MFAP3L overexpression. In conclusion, targeting the 
miR‑671‑5p/MFAP3L signaling pathway may be a promising 
therapeutic strategy for NSCLC treatment.

Introduction

Non‑small cell lung cancer (NSCLC) is the major type of lung 
cancer, and its histological types include squamous cell carci‑
noma, adenocarcinoma and large cell carcinoma (1). Despite 
improvements in the diagnosis and treatment methods, the 
majority of NSCLC cases are diagnosed at an advanced stage 
with a 5‑year survival rate of <15%, as well as a high frequency 
of tumor metastasis and recurrence (2,3). Therefore, exploring 
the underlying molecular mechanism of NSCLC pathogenesis 
is crucial in order to improve the diagnosis and prognosis of 
this disease.

MicroRNAs (miRNAs/miRs) are short non‑coding 
RNAs (20‑30 nt) that can positively or negatively regulate 
gene expression levels by binding to the 3'‑untranslated 
regions (3'‑UTRs) of target mRNAs (4,5). Numerous aber‑
rantly expressed miRNAs have been reported to participate 
in the regulation of biological processes, such as cell prolif‑
eration, apoptosis, invasion and angiogenesis (6‑8). In recent 
studies, miR‑671‑5p has been demonstrated to be a tumor 
suppressor and an oncogene in different types of tumors. For 
example, Tan et al (9,10) have demonstrated that miR‑671‑5p 
suppresses forkhead box M1‑mediated epithelial‑to‑mesen‑
chymal transition (EMT) during the oncogenesis of breast 
cancer. Similarly, miR‑671‑5p exerts suppressive effects 
on the cell proliferation in esophageal squamous cell 
carcinoma (11), osteosarcoma (12) and clear cell renal cell 
carcinoma (13). By contrast, miR‑671‑5p targets cerebellar 
degeneration‑related autoantigen 1 to promote the prolif‑
eration, migration and invasion of glioblastoma cells (14). 
However, the functional role of miR‑671‑5p in NSCLC 
remains unclear.

Microfibril‑associated glycoproteins (MAGPs), a class of 
non‑fibrillin and microfibrillar proteins, have recently been 
implicated in tumorigenesis, including MAGP2  (15‑17). 
Microfibril‑associated protein  3‑like  (MFAP3L), another 
member of the MAGP family that is highly expressed in the 
adult testes, was first cloned from the human testicular cDNA 
library (18). MFAP3L can predict colorectal liver metastasis 
with high sensitivity and specificity (19). Notably, Lou et al (20) 
have not only demonstrated high expression levels of MFAP3L 
in primary colorectal cancer tissues, but also revealed the posi‑
tive regulation of MFAP3L on cell migration and invasion. 
Based on this evidence, we hypothesized that the MFAP3L 
may be involved in NSCLC cell functions.
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To validate our hypothesis, the expression of miR‑671‑5p in 
NSCLC tissues and cell lines was analyzed using reverse tran‑
scription‑quantitative (RT‑qPCR). The association between 
miR‑671‑5p and clinicopathological data was assessed in 
patients with NSCLC. The present study further performed 
luciferase reporter assays and functional in vitro experiments 
to confirm whether miR‑671‑5p negatively regulated MFAP3L 
expression, thereby suppressing NSCLC cell proliferation, 
migration, invasion and EMT.

Materials and methods

Collection of clinical tissue samples. Tumor and matched adjacent 
non‑cancerous tissues (≥5 cm from the tumor edge) were collected 
from 56 patients with NSCLC (age range, 33‑76, years; mean age, 
54.9±8.1 years) via resection at The People's Hospital of Sanmen 
(Zhejiang, China) between April 2017 and December 2018 and 
stored at ‑80˚C until further use. The exclusion criteria included 
patients which had received chemotherapy, radiotherapy, hormone 
therapy or other antitumor therapies. The inclusion criteria were 
patients diagnosed with NSCLC that had not received any prior 
anticancer treatment. The basic clinicopathological features, 
including sex, age and Tumor‑Node‑Metastasis (TNM) stage, are 
summarized in Table I. TNM staging was carried out according 
to the 7th edition of the Union for International Cancer Control 
staging Committee TNM staging standards  (21). Written 
informed consent was obtained from all patients, and this study 
was approved by the Ethics Committee of the People's Hospital of 
Sanmen (approval no. PHSD‑98D).

Cell lines and transfection. NSCLC cell lines (H1299, 95D and 
A549) and a normal human bronchial epithelial cell line BEAS‑2B 
were purchased from the American Type Culture Collection. All 
cell lines were cultured in DMEM (HyClone; Cytiva) supple‑
mented with 10% FBS (Gibco; Thermo Fisher Scientific, Inc.) 
and 1% penicillin/streptomycin (Thermo Fisher Scientific, Inc.) 
in a humidified atmosphere containing 5% CO2 at 37˚C.

The miR‑671‑5p mimics (5'‑AGGAAGCCCUGGAGGGG 
CUGGAG‑3'), inhibitor (5'‑AGCCUGGGGGUGGACAGGAA 
GCG‑3') and negative controls (NC; miR‑NC, 5'‑CAGCUGGUU 
GAAGGGGACCAAA‑3' and inhibitor NC, 5'‑TTCTCCGAAC 
GTGTCACGTTTC‑3') were designed and synthesized by 
Guangzhou RiboBio Co., Ltd. The MFAP3L overexpression 
plasmid was generated by inserting the full‑length human 
MFAP3L cDNA into the mammalian expression vector 
pcDNA3.1 (Shanghai GenePharma Co., Ltd.). For transfection, 
95D, A549 or H1299 cells were seeded into six‑well plates at a 
density of 3x106 cells per well, and transfected with 1.5 µl 
miR‑671‑5p mimics or inhibitor, as well as 0.5  µl 
pcDNA3.1‑MFAP3L or empty pcDNA3.1 for 48 h at 37˚C using 
Lipofectamine® 2000 transfection reagent (Invitrogen; Thermo 
Fisher Scientific, Inc.). All transfections were performed for 
48  h, followed by validation of transfection efficiency via 
RT‑qPCR or western blot analysis.

RT‑qPCR. Total RNA samples were isolated from tissue samples 
or cell lines using the mirVana™ miRNA Isolation kit (Applied 
Biosystems; Thermo Fisher Scientific, Inc.). The isolated RNA 
was used to synthesize cDNA using a TaqMan™ MicroRNA 
Reverse Transcription kit (Applied Biosystems; Thermo Fisher 

Scientific, Inc.) according to the manufacturer's instructions. 
The expression levels of miR‑671‑5p were determined using 
SYBR®‑Green Real‑Time PCR Master Mix (Thermo Fisher 
Scientific, Inc.) on a CFX96 Touch™ Real Time PCR Detection 
System (Takara Biotechnology Co., Ltd.). The following ther‑
mocycling conditions were used: Initial denaturation at 95˚C for 
15 min, followed by 40 cycles of denaturation at 94˚C for 15 sec, 
annealing at 55˚C for 30 sec and extension at 72˚C for 30 sec. 
The primer sequences for the qPCR were as follows: miR‑671‑5p 
forward, 5'‑ACACTCCAGCTGGGAGGAAGCCCTGGAG 
GGG‑3' and reverse, 5'‑CTC AACTGGTGTCGTGGAGTC 
GGCAATTCAGTTGAGCTCCAG‑3'; and U6 forward, 5'‑CTC 
GCTTCGGCAGCACA‑3' and reverse, 5'‑AACGCTTCACG 
AATTTGCGT‑3'. The 2‑ΔΔCq method (22) was used to calculate 
the relative expression levels of miR‑671‑5p with U6 as an endog‑
enous control. Three independent experiments were conducted.

Cell proliferation assay. Transfected 95D or A549 cells were 
plated into 96‑well plates at a density of 3,000 cells per well and 
cultured overnight. At 0, 24, 48 and 72 h, 10 µl Cell Counting 
Kit‑8 (CCK‑8) reagent (Dojindo Molecular Technologies, Inc.) 
was added to each well. Following a 2‑h incubation at 37˚C, 
the absorbance was measured at 450 nm using a microplate 
reader (BioTek Instruments, Inc.). Three independent experi‑
ments were conducted.

Wound healing assay. Transfected cells were plated in 6‑well 
plates, incubated until ~90% confluence and cultured in DMEM 
with 10% FBS for 12 h. Subsequently, a 200‑µl sterile pipette tip 
was used to create a wound in the cell monolayer, and the cells 
were washed with PBS three times. The scratched cells were 
removed, the medium was replaced with fresh FBS‑free DMEM, 
and the cells were incubated at 37˚C with 5% CO2. At 0 and 24 h, 
the wound width was recorded as 0‑h wound (W0) and 24‑h 
wound (W24) using a light microscope (Olympus Corporation; 
magnification, x100). The relative migration distance in five 
randomly selected fields of view was calculated using Image‑Pro 
Plus version 6.0 software (Media Cybernetics, Inc.) using the 
following formula: Migration distance: (W0‑W24)/W0x100%. 
Three independent experiments were conducted.

Cell invasion assay. The invasive ability of NSCLC cells was 
assessed using Transwell inserts (8‑µm pore size; Corning, Inc.) 
precoated with Matrigel for 2 h at 37˚C. Briefly, ~3x104 trans‑
fected cells in 200 µl FBS‑free culture DMEM were prepared 
and seeded in the upper chamber of the Transwell insert, 
whereas the lower chamber was filled with 500 µl medium 
supplemented with 10% FBS as the attractant. Following a 24‑h 
incubation at 37˚C, the cells on the lower membrane were fixed 
with 2% paraformaldehyde for 5 min at 37˚C and stained with 
0.1% crystal violet for 30 min at room temperature. Invasive 
cells were quantified in at least five random fields using a light 
microscope (Olympus Corporation; magnification, x100).

Luciferase reporter assay. TargetScan  7.1 (http://www.
targetscan.org/vert_71/) was used to identify the potential 
binding sequence between MFAP3L and miR‑671‑5p. Wild‑type 
(WT) and mutant (MUT) 3'‑UTR of MFAP3L containing a puta‑
tive miR‑671‑5p binding site and a mutated miR‑671‑5p binding 
site, respectively, were inserted into a pmir‑GLO‑promoter 
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vector (Promega Corporation). Subsequently, 1x106 95D and 
A549 cells were transfected with 5 pmol miR‑671‑5p mimics 
or miR‑NC and 50 ng WT or MUT MFAP3L vector using 
Lipofectamine® 2000 for 48 h at 37˚C. After 48 h of transfec‑
tion, the Dual‑Luciferase Reporter Assay System (Promega 
Corporation) was used to measure the Firefly and Renilla 
luciferase activity. The relative Firefly luciferase activity was 
calculated using Renilla luciferase activity as an internal control.

Western blot analysis. Total proteins were extracted using 
RIPA lysis buffer (Beyotime Institute of Biotechnology) and 
quantified using a BCA kit (Pierce; Thermo Fisher Scientific, 
Inc.) according to the manufacturer's instructions. Proteins 
(10‑20 µg/lane) were separated by 10% SDS‑PAGE and trans‑
ferred to PVDF membranes (MilliporeSigma). After blocking 
with 5% non‑fat milk for 2 h at room temperature, the membranes 
were incubated with primary antibodies against MFAP3L 
(1:1,000; cat. no.  SC‑101505; Santa  Cruz Biotechnology, 
Inc.), proliferating cell nuclear antigen (PCNA; 1:1,000; cat. 
no. ab18197; Abcam), E‑cadherin (1:5,000; cat. no. ab181296; 
Abcam), N‑cadherin (1:1,000; cat. no.  ab207608; Abcam), 
vimentin (1:1,000; cat. no. ab137321; Abcam) and GAPDH 
(1:5,000; cat. no. ab8245; Abcam) at 4˚C overnight, followed by 
incubation with horseradish peroxidase‑conjugated secondary 
antibodies (1:5000, SC‑2005; Santa Cruz Biotechnology, Inc.) 

for 2 h at room temperature. The protein bands were detected 
using enhanced chemiluminescence reagents (Pierce; Thermo 
Fisher Scientific, Inc.). ImageJ version  2.1.4.7 (National 
Institutes of Health) was used for densitometry analysis.

Statistical analysis. Data are presented as the mean ± standard 
deviation of three independent experiments and were analyzed 
using GraphPad Prism (version  6.0; GraphPad Software, 
Inc.). The associations between miR‑671‑5p levels and the 
clinicopathological features of patients with NSCLC were 
analyzed using the χ2 test. Spearman's correlation analysis was 
conducted to assess the correlation between miR‑671‑5p and 
MFAP3L expression levels. Paired Student's t‑test was used to 
assess the differences between two groups. Differences among 
multiple groups were determined by one‑way ANOVA with 
Tukey's post‑hoc test. P<0.05 was considered to indicate a 
statistically significant difference.

Results

miR‑671‑5p expression levels are low in NSCLC. The present 
study first determined the expression levels of miR‑671‑5p 
in 56 pairs of human NSCLC and matched adjacent tissue 
samples. The results demonstrated that miR‑671‑5p expression 
levels were significantly downregulated in the tumor samples 

Table I. Association between miR-671-5p expression levels and clinicopathological features of patients with non-small cell lung 
cancer.

	 miR-671-5p expression
	-------------------------------------------------------------------------
Variable	 Total (n=56)	 Low (n=29)	 High (n=27)	 P-value

Sex				    0.108
  Male	 40	 18	 22
  Female	 16	 11	   5
Age, years				    0.241
  <60	 35	 16	 19
  ≥60	 21	 13	   8
Smoking history				    0.033
  Yes	 27	 10	 17
  No	 29	 19	 10
Histological type
  Adenocarcinoma	 40	 20	 20	 0.672
  Squamous cell carcinoma	 16	   9	   7
Tumor size, cm				    0.611
  <4	 25	 12	 13
  ≥4	 31	 17	 14
TNM stage				    0.033a

  I + II	 27	 10	 17
  III + IV	 29	 19	 10
Lymph node metastasis				    0.003a

  Yes	 32	 22	 10
  No	 24	   7	 17

aP<0.05. miR, microRNA; TNM, Tumor-Node-Metastasis.
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compared with those in the control tissues (Fig. 1A). Based on 
the median expression value, stratified analyses were conducted 
to evaluate the association between miR‑671‑5p expression 
levels and the clinicopathological characteristics of patients 
with NSCLC patients. As presented in Table I, low miR‑671‑5p 
levels were significantly associated with an advanced TNM 
stage and lymph node metastasis in NSCLC, but were not asso‑
ciated with sex, age, smoking history and tumor size. In addition, 
NSCLC cell lines exhibited lower miR‑671‑5p expression levels 
compared with those in the normal bronchial epithelial cell line 
BEAS‑2B. Among these, 95D and A549 cells had the lowest 
miR‑671‑5p expression levels, whereas the H1299 cell line had 
the highest miR‑671‑5p expression levels (Fig. 1B); these cell 
lines were selected for subsequent assays.

miR‑671‑5p inhibits the proliferation, migration and invasion 
of NSCLC cells. The present study further investigated the func‑
tional role of miR‑671‑5p in NSCLC cells in vitro. miR‑671‑5p 
expression levels were significantly increased in 95D and A549 
cells transfected with miR‑671‑5p mimics compared with those 
observed following miR‑NC transfection (Fig. 2A). The results 
of the CCK‑8 assay revealed that miR‑671‑5p mimics induced 
a significant decrease in the proliferative rate of 95D and A549 
cells  (Fig.  2B). In addition, the relative migration distance 
was markedly suppressed in miR‑671‑5p mimics‑transfected 
cells compared with those in the miR‑NC groups of 95D and 
A549 cells (Fig. 2C). Similarly, transfection with miR‑671‑5p 
mimics notably decreased the number of invasive cells in 95D 
and A549 cells compared with those in cells transfected with 
miR‑NC (Fig. 2D and E). An miR‑671‑5p inhibitor was trans‑
fected into H1299 cells to downregulate the levels of miR‑671‑5p, 
which was confirmed by RT‑qPCR  (Fig.  2F). Inhibition of 
miR‑671‑5p significantly enhanced the proliferative (Fig. 2G), 
migratory (Fig. 2H) and invasive (Fig. 2I) abilities of H1299 cells.

miR‑671‑5p negatively regulates the expression of MFAP3L. 
The target genes of miR‑671‑5p were predicted by the 
TargetScan database. Among the predicted targets, MFAP3L 
was selected as a potential target of miR‑671‑5p due to its 
previously reported association with tumor cell migration and 
invasion (20). As shown in Fig. 3A, the complementary region 

of miR‑671‑5p was identified in the 3'‑UTR of MFAP3L. 
A luciferase reporter assay was performed to confirm the 
binding between miR‑671‑5p and MFAP3L. Transfection with 
miR‑671‑5p mimics reduced the relative luciferase activity 
of 95D (Fig. 3B) and A549 (Fig. 3C) cells compared with 
those of the controls, whereas the luciferase activity of the 
vector containing a site‑mutated sequence was not affected by 
miR‑671‑5p mimics. In addition, the protein expression levels 
of MFAP3L were significantly decreased following transfec‑
tion with miR‑671‑5p mimics in 95D and A549 cells compared 
with those in the control cells (Fig. 3D and E). Additionally, the 
expression levels of MFAP3L were determined in the patient 
tissue specimens. As presented in Fig. 3F, MFAP3L expression 
levels were significantly upregulated in tumor tissue samples 
compared with those in the adjacent non‑cancerous tissues. 
Furthermore, a significant negative correlation was observed 
between miR‑671‑5p and MFAP3L expression levels in 
NSCLC tissues (r =‑0.4710; P=0.0002; Fig. 3G). These results 
suggested that MFAP3L may be a direct target of miR‑671‑5p.

Restoration of MFAP3L reverses the effects of the miR‑671‑5p 
mimics. To confirm whether the regulatory effects of miR‑671‑5p 
were dependent on MFAP3L, co‑transfection with miR‑671‑5p 
mimics and a MFAP3L overexpression plasmid was performed 
in 95D and A549 cells as a rescue experiment. Western blot 
analysis was used to determine the transfection efficiency. As 
demonstrated in Fig. 4A, transfection with the MFAP3L over‑
expression plasmid alone significantly enhanced the protein 
expression levels of MFAP3L compared with those in the 
control group. Co‑transfection with the MFAP3L1 overexpres‑
sion plasmid and miR‑671‑5p mimics reversed the decrease 
in MFAP3L protein levels induced by miR‑671‑5p mimic 
alone (Fig. 4B). Functionally, overexpression of MFAP3L abol‑
ished the suppression of 95D and A549 cell proliferation induced 
by miR‑671‑5p mimics (Fig. 4C). Consistently, the decreases in 
the migratory (Fig. 4D) and invasive (Fig. 4E and F) abilities 
induced by miR‑671‑5p mimics were reverse by MFAP3L over‑
expression in 95D and A549 cells.

Restoration of MFAP3L attenuates the regulatory effects 
of miR‑671‑5p on EMT‑related factors. The present study 

Figure 1. miR‑671‑5p expression is downregulated in NSCLC tissues and cell lines compared with normal lung tissues and cells. (A) miR‑671‑5p levels in 
56 NSCLC and paired adjacent tissues were determined by RT‑qPCR. (B) miR‑671‑5p levels in the normal human bronchial epithelial cell line BEAS‑2B 
and three NSCLC cell lines were analyzed by RT‑qPCR; U6 was used as an internal control. *P<0.05 and ***P<0.001 vs. adjacent tissues or BEAS‑2B. 
miR, microRNA; NSCLC, non‑small cell lung cancer; RT‑qPCR, reverse transcription‑quantitative PCR.
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further analyzed the molecular mechanisms underlying the 
miR‑671‑5p‑dependent suppressive effects in NSCLC cells. 
Western blot analysis demonstrated that transfection with 
miR‑671‑5p mimics reduced the expression levels of PCNA, 
N‑cadherin and vimentin, but elevated E‑cadherin levels 
in 95D cells compared with those in the control cells; these 
effects were reversed by MFAP3L overexpression (Fig. 5).

Discussion

The results of the present study demonstrated that miR‑671‑5p 
expression levels were significantly downregulated in NSCLC 
tissues compared with those in matched adjacent tissues. 
Low miR‑671‑5p levels were significantly associated with an 
advanced TNM stage and lymph node metastasis in patients 
with NSCLC. Consistent with these results, decreased 
miR‑671‑5p levels have been reported in tumor tissues and cell 
lines compared with those in the respective control groups in 
osteosarcoma (12,23), gastric (24) and breast (10) cancer. The 
reasons for the low miR‑671‑5p expression levels in tumor cells 
have been reported in previous studies, including activation of 
circular (circ)RNA phosphatidylinositol‑4‑phosphate 5‑kinase 
type 1α in gastric cancer (25), upregulation of long non‑coding 
RNA DLEU1 in osteosarcoma  (23) and upregulation of 
circ_001946 in glioblastoma (14). In future studies, we will 
further explore the mechanism by which miR‑671‑5p is down‑
regulated in NSCLC by investigating its upstream regulators. 
Contrary to the results of the present study, Jin et al  (26) 
have observed an increase in miR‑671‑5p expression levels in 
colon cancer tissues and cell lines, which was associated with 

lymph node metastasis, TNM stage and short overall survival. 
miR‑671‑5p levels have also been reported to be upregulated 
in clear cell renal cell carcinoma compared with those in 
para‑carcinoma tissues and are associated with a poor prog‑
nosis in patients with clear cell renal cell carcinoma (13). This 
discordant evidence regarding miR‑671‑5p regulation of tumor 
cell functions may be ascribed to the different types of cancer.

Gain‑ and loss‑of‑function assays were performed in 
the present study to validate the tumor‑suppressive role of 
miR‑671‑5p in NSCLC cells. The results demonstrated that 
transfection with miR‑671‑5p mimics significantly suppressed 
NSCLC cell proliferation, migration and invasion compared 
with those in the control cells, whereas miR‑671‑5p knockdown 
yielded the opposite results. In accordance with these results, 
miR‑671‑5p overexpression has been demonstrated to inhibit cell 
proliferation, migration and invasion of osteosarcoma cells (27). 
miR‑671‑5p suppresses osteosarcoma cell proliferation in vivo 
and in  vitro by arresting the cell cycle progression  (12). 
Furthermore, miR‑671‑5p exerts suppressive effects on the 
proliferation, colony formation, migration, invasion and 
tumorigenesis in esophageal squamous cell carcinoma (11). In 
addition, miR‑671‑5p inhibits gastric cancer cell proliferation 
and promotes apoptosis (24). At the molecular level, the present 
study further demonstrated that 95D cells transfected with 
miR‑671‑5p mimics exhibited downregulated expression levels 
of PCNA, N‑cadherin and vimentin, whereas E‑cadherin 
expression levels were upregulated compared with those in the 
control cells. Guizhi Fuling pills have been reported to inhibit 
cell proliferation and PCNA expression, which is associated 
with elevated miR‑671‑5p expression levels (28). Tan et al (10) 

Figure 2. miR‑671‑5p inhibits the proliferation, migration and invasion in non‑small cell lung cancer cells. (A) miR‑671‑5p expression levels in 95D or A549 cells 
transfected with miR‑671‑5p mimics or miR‑NC were examined by RT‑qPCR. (B) Cell proliferative ability was compared between miR‑671‑5p mimics‑ and 
miR‑NC‑transfected 95D or A549 cells by the CCK‑8 assay. (C) Cell migration analysis was performed in 95D or A549 cells transfected with miR‑671‑5p mimics 
or miR‑NC. (D and E) Transwell invasion assay was performed in 95D and A549 cells transfected with miR‑671‑5p mimics or miR‑NC. (F) miR‑671‑5p expres‑
sion levels in H1299 cells transfected with the miR‑671‑5p inhibitor or inhibitor NC were examined by RT‑qPCR. (G) Cell proliferative ability was compared 
between miR‑671‑5p inhibitor‑ and inhibitor NC‑transfected H1299 cells by the CCK‑8 assay. (H) Cell migration and (I) Transwell invasion assays were performed 
in H1299 cells transfected with miR‑671‑5p inhibitor and inhibitor NC. All experiments were performed in triplicate. **P<0.01 and ***P<0.001 vs. miR‑NC or 
inhibitor NC. miR, microRNA; NC, negative control; RT‑qPCR, reverse transcription‑quantitative PCR; CCK‑8, Cell Counting Kit‑8; OD, optical density.

RETRACTED

https://www.spandidos-publications.com/10.3892/mmr.2021.12546


YE et al:  ROLE OF miR-671-5p IN NSCLC6

have demonstrated that the levels of the epithelial marker 
E‑cadherin are upregulated, whereas the levels of vimentin 
are downregulated in miR‑671‑5p‑transfected MDA‑MB‑231 
cells compared with miR‑NC transfected cells. Based on this 
evidence, we concluded that miR‑671‑5p may act as a tumor 
suppressor by exerting suppressive effects on NSCLC cells.

The present study demonstrated MFAP3L, which contains 
a putative miR‑671‑5p response element within its 3'‑UTR, 
to be negatively regulated by miR‑671‑5p, and validated it as 
a direct target of miR‑671‑5p. Furthermore, overexpression of 
MFAP3L reversed the miR‑671‑5p mimic‑induced inhibition 
of proliferation, migration and invasion in 95D and A549 

cells. Consistently, MFAP3L acts as an effective predictor for 
colorectal liver metastasis (19). By analyzing gene expression 
profiling data, Savci‑Heijink et al (29) identified MFAP3L as 
one of 15 genes associated with bone metastasis in patients 
with breast cancer. In addition, Lou et al (20) experimentally 
demonstrated that MFAP3L acts as a novel nuclear kinase that 
impacts colorectal cancer metastasis, which may participate in 
the nuclear signaling of EGFR and ERK2. Therefore, we specu‑
lated that miR‑671‑5p may exert its effects on NSCLC cells by 
targeting MFAP3L.

In conclusion, the results of the present study demonstrated 
that miR‑671‑5p suppressed the proliferation, migration and inva‑

Figure 3. miR‑671‑5p negatively regulates MFAP3L by directly binding to its 3'‑UTR. (A) The sequence alignment of human miR‑671‑5p and the 3'‑UTR of 
MFAP3L. (B) 95D and (C) A549 cells were co‑transfected with the WT or MUT MFAP3L plasmids and miR‑671‑5p mimics or miR‑NC, and the interaction 
was analyzed by the luciferase reporter assay. (D) 95D and (E) A549 cells were transfected with miR‑671‑5p mimics or miR‑NC. The ATF2 protein levels 
were determined by western blot analysis. All experiments were performed in triplicate. (F) MFAP3L expression levels in 56 NSCLC and paired adjacent 
tissues were determined by reverse transcription‑quantitative PCR. (G) The correlation between miR‑671‑5p and MFAP3L expression in NSCLC tissues 
was determined by Spearman's correlation analysis. **P<0.01 and ***P<0.001 vs. miR‑NC. MFAP3L, microfibril‑associated protein 3‑like; miR, microRNA; 
3'‑UTR, 3'‑untranslated region; WT, wild‑type; MUT, mutant; NC, negative control.
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Figure 4. Restoration of MFAP3L expression reverses the miR‑671‑5p mimic‑mediated effects on cancer cell viability, migration and invasion. (A) The protein 
levels of MFAP3L were determined in 95D and A549 cells following transfection with the MFAP3L overexpression plasmid or empty vector. (B) The protein 
expression levels of MFAP3L were detected in 95D and A549 cells co‑transfected with either miR‑NC or miR‑671‑5p mimics and MFAP3L or empty vector using 
western blot analysis. (C) The proliferative ability of co‑transfected 95D and A549 cells was assessed by CCK‑8 assay. (D) Wound healing assay was performed to 
assess the migratory ability of co‑transfected 95D and A549 cells. (E and F) Transwell assay was performed to determine the invasive ability of co‑transfected 95D 
and A549 cells. All experiments were performed in triplicate. **P<0.01 and ***P<0.001 vs. vector or miR‑NC + vector; ###P<0.001 vs. miR‑671‑5p mimics + vector. 
MFAP3L, microfibril‑associated protein 3‑like; miR, microRNA; NC, negative control; CCK‑8, Cell Counting Kit‑8; OD, optical density.

Figure 5. Restoration of MFAP3L expression attenuates the effects of miR‑671‑5p on the epithelial‑to‑mesenchymal transition‑associated protein expression. 95D 
cells were transfected with miR‑NC or miR‑671‑5p mimics and MFAP3L or empty vector. Western blot analysis was performed to detect the protein expression levels 
of PCNA, E‑cadherin, N‑cadherin and vimentin in transfected 95D cells. **P<0.01 and ***P<0.001 vs. miR‑NC + vector; #P<0.05 and ###P<0.001 vs. miR‑671‑5p 
mimics + vector. MFAP3L, microfibril‑associated protein 3‑like; miR, microRNA; NC, negative control; PCNA, proliferating cell nuclear antigen.
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sion of NSCLC cells by inhibiting the expression of MFAP3L. 
These results suggested that targeting the miR‑671‑5p/MFAP3L 
signaling pathway may be an effective strategy to suppress 
NSCLC progression.
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